A novel method for the immunohistochemical processing of free-floating tissue sections is described. Figure  2 illustrates the application of this method to rat spinal cord sections. For comparison, an adjacent section of this same tissue, but processed after being mounted on a gelatinized slide, is also included.
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The sections are from the first sacral segment and are 30 microns thick. The antiserum was rabbit anti-substance P (anti-SP) (Immunonuclear Corp. , Stillwater, MN). The section shown in Figure 2A was exposed to anti-SP at a dilution of I : 4000 and processed, by the sessihe drop method, with a DAB-NAS reaction time of4O sec. Good results have been obtained, with the sessile drop method, on sections that had been incubated in the same anti-SP at dilutions as high as 16,000 times. Figure 2B depicts an adjacent section, mounted on a slide, exposed to anti-SP diluted 2000 times, and also processed for 40 sec with DAB-NAS. The difference in intensity between the seetions processed free-floating and the one that was mounted is striking.
In mounted sections, at an anti-SP dilution of I :4000, the reaction was extremely faint. By increasing the time of processing in the DAB-NAS solution, the reaction in the mounted sections can be brought to almost equal the results obtained with the free-floating procedure.
However, in our experience this usually results in raising the level of undesirable nonspecific background staining.
Discussion
Although the sessile drop technique is time consuming, it has the capability for versatility and high quality that has made it the method of choice in this laboratory.
In addition to increased sensitivity and lower background than achieved with mounted sections, the following additional advantages can be enumerated: 1) on a single slide, each section can be exposed to different antisera, on different dilutions of a single antiserum, or a combination of the two; 2) the drop method 
